Supplementary Figure 1 | Characterization of the Cas9 Non-Homologous End Joining (NHEJ) Fluorescent Stoplight reporter. a, Fluorescent microscopy images of stable HEK293T Stoplight+ cells left untreated (top row), or 72 hrs after transfection with plasmids encoding for spCas9 and a sgRNA targeting the stoplight construct. Scale bar represents 200 μm. Representative images as observed in 3 biologically independent samples. b, c, inDelphi in silico CRISPR editing prediction 1 of spCas9 in HEK293 cells using a 5-' ACTCCGATCGGAGGACAGTACTCCGCTCG-Cut Site-AGTCGGCTAGCGGGCCCGGGGTTGC-3' prediction sequence showing predictions for indel frequency (b) and frameshift frequency (c). Both +1nt and +2nt frameshifts result in permanent activation of eGFP expression. Supplementary Figure 2 | Flow cytometry gating strategy employed to analyze expression and activation of the Fluorescent Stoplight reporter construct. First, cells are gated using forward scatter area (FSC-A) and sideward scatter area (SSC-A). Then, single cells are selected based on SSC-A and sideward scatter height (SSC-H) signals. Thirdly, Stoplight + reporter cells are measured and gated using FSC-A and mCherry signals. Lastly, eGFP + cells are measured within mCherry+ cells FSC-A and eGFP signals. Representative flow cytometry plots are shown for untreated HEK293T Stoplight + spCas9 + reporter cells (a), A five day co-culture of HEK293T Stoplight+spCas9+ reporter cells with sgRNA + MDA-MB-231 donor cells expressing a non-targeting (NT) sgRNA (b), or a targeting (T) sgRNA (c), HEK293T Stoplight + spCas9 + reporter cells 3 days after transfection with a plasmid encoding a targeting sgRNA (d), and untreated sgRNA + MDA-MB-231 donor cells (e), all from within the same experiment. Representative data as observed in 17 independent experiments.

